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SPECIFICATION 



GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase gene 
derived from Arabidopsis thaliana 

TECHNICAL FIELD 

The present invention relates to a gene of an enzyme involving in the synthesis of 
GDP-L-fucose. In particular, the present invention relates to a 

GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase gene derived from Arabidopsis 
thaliana, and a process for producing GDP-L-fucose using this gene. 

BACKGROUND ART 

The sugar chain of glycoprotein or the like is known to play a very important role in 
vivo. Thus, sugar chain engineering, by which the sugar chain structure is intendedly altered, 
is now an essential technical field. Current techniques for altering sugar chains include, for 
example, a chemical technique which binds chemically-synthesized target sugar chains to a 
protein; a biological technique which alters genes for the synthesis of a sugar-chain within a 
cell by a genetic engineering technique, or produces glycoprotein by altering a host which 
produces glycoprotein; and a method of sugar-chain synthesis which uses sugar-chain 
synthetic enzymes. 

Progress in the chemical technique is now opening up a way for mass synthesis, 
however, it is not yet able to easily provide all the types of sugar chains owing to the 
complexity of sugar chains. On the other hand, thanks to the development of genetic 
engineering, in the biological technique, control of the expression of genes involving in 
sugar-chain synthesis is now available, enabling alteration of sugar chains. However, 
uniform synthesis of all the types of sugar chains is currently difficult, and usually a mixture 
of different types of sugar chains exists within the product. 

In contrast to these techniques, in vitro sugar-chain synthesis using sugar-chain 
synthetic enzymes is very useful in the synthesis of sugar-chains with a uniform structure. 
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In particular, the combination of such a technique and the biological technique enables mass 
production of uniform sugar chains. 

However, while in vitro sugar-chain synthesis requires the use of sugar nucleotides 
as sugar donors for glycosyltransferase, the prohibitively high cost of producing sugar 
nucleotides makes it difficult to apply the method to mass production. That is, sugar 
nucleotides are present in a very small amount in vivo, and are very reactive, unstable 
substance which are linked by a high-energy bond. Therefore, only a small amount of sugar 
nucleotides is produced in each organism, and mass production thereof is difficult. 

In recent years, a production system using bacteria has enabled a more practical mass 
production system of relatively many types of sugar nucleotides, and has enabled a more 
stable supply of sugar nucleotides. However, a production system with a relatively long 
reaction process results in low yield, since the system comprises the steps of mixing two types 
of microorganisms and performing the production using disrupted cells in order to introduce a 
material contained in cells into other cells. Thus, development of a new technique is being 
sought. 

Among sugar nucleotides, GDP-L-fucose is essential as a sugar donor of fucosyl- 
transferase for synthesis of sugar chains containing fucose. Sugar chains with the fucose 
moiety added thereto often play a functionally important role, and therefore providing the 
sugar donor in large quantities at low cost has been awaited. It has been reported that the 
GDP-L-fucose is synthesized through 3 reaction steps from GDP-D-mannose, and these 3 
reaction steps are catalyzed by two types of enzymes (Fig. 1) (Tonetti et al., J. Biol. Chem., 
Vol. 271, 27274 (1996)). These enzymes are generally distributed among any organism 
utilizing fucose, including prokaryotes, such as Escherichia coli, and also eukaryotes, such as 
higher mammals, for example humans. However, these organisms consume the synthesized 
GDP-L-fucose, so that GDP-L-fucose does not accumulate within their cells. Accordingly, 
isolation of GDP-L-fucose from a living organism results in a very small amount of 
GDP-L-fucose at a high cost. Moreover, synthesis of GDP-L-fucose also requires a long 
process. Under such present circumstances, it is difficult to supply a sufficient amount of 
GDP-L-fucose using the above bacterial system. 
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Two types of the enzymes which catalyze the 3 reaction steps are GDP-D-mannose-4, 
6-dehydratase, which catalyzes the first reaction step to convert from GDP-D-mannose to 
GDP-4-keto-6-deoxy-D-mannose by dehydration reaction; and 

GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase which catalyses the subsequent 
two reaction steps, epimerization and reduction. For the plant Arabidopsis (Arabidopsis 
thaliand), MUR1 has already been isolated as a gene for GDP-D-mannose-4, 6-dehydratase 
which catalyzes the first reaction (Bonin et al., Proc. Natl. Acad. Sci. USA, Vol. 94, 2085 
(1997)). 

However, isolation of a gene for GDP-4-keto-6-deoxy-D-mannose-3, 
5-epimerase-4-reductase which catalyzes the subsequent reactions has not been reported. 
Only a sequence having a high homology with that of the genes for 
GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase from another biological species 
has been submitted to a gene database. 

SUMMARY OF THE INVENTION 

The present invention is intended to provide a GDP-4-keto-6-deoxy-D-mannose-3, 
5-epimerase-4-reductase gene for efficiently synthesizing GDP-L-fucose. 

As a result of thorough studies to solve the above problems, we have isolated a gene 
(AtFX gene) which encodes GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase 
derived from Arabidopsis {Arabidopsis thaliand) which catalyzes the latter two reaction steps 
in the synthesis of GDP-L-fucose from GDP-D-mannose and determined the nucleotide 
sequence of the gene, and thereby we have reached the present invention by finding that 
GDP-L-fucose can be efficiently synthesized in vivo and in vitro by co-expression of the gene 
and MUR1 gene which catalyzes the first reaction in the synthesis of GDP-L-fucose in 
Arabidopsis. 

Specifically, the present invention provides the protein of the following (a) or (b): 

(a) a protein comprising an amino acid sequence represented by SEQ ID NO: 1 ; 

(b) a protein comprising an amino acid sequence derived from the amino acid sequence of 
SEQ ID NO: 1 by deletion, substitution, addition or insertion of one or several amino 
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acid residues, and having GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase 
activity. 

Further, the present invention provides DNA encoding the protein of the following 
(a) or (b): 

(a) a protein comprising an amino acid sequence represented by SEQ ID NO: 1; 

(b) a protein comprising an amino acid sequence derived from the amino acid sequence of 
SEQ ID NO: 1 by deletion, substitution, addition or insertion of one or several amino 
acid residues, and having GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase 
activity. 

The DNA preferably comprises a nucleotide sequence represented by SEQ ID NO: 2. 
The present invention further provides an expression vector which comprises the 

DNA. 

The present invention further provides a transformant which is transformed with the 
expression vector. An example of such a transformant is yeast strain W303/pYO-AtFX-Myc 
(FEPvM BP-7109). Furthermore, the present invention provides a process for producing 
GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase, which comprises culturing the 
transformant according to the invention in a medium, and collecting 
GDP-4keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase from the obtained culture. 

The present invention further provides a transformant which is transformed with the 
expression vector and an expression vector containing DNA encoding GDP-D-mannose-4, 
6-dehydratase. An example of such a transformant is yeast strain W303/YEp-MURl-HA, 
pYO-AtFx-Myc (FERM BP-7108). Furthermore, the present invention provides a process 
for converting GDP-D-mannose into GDP-L-fucose using the transformant according to the 
invention, and a process for producing GDP-L-fucose which comprises culturing the 
transformant according to the invention together with GDP-D-mannose in a medium, and 
collecting GDP-L-fucose from the obtained culture. 

This specification includes part or all of the contents as disclosed in the specification 
and/or drawings of Japanese Patent Application No. 11-329045, of which the present 
application claims the priority. 
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EXPLANATION OF SEQUENCE LISTING 
SEQ ID NOS: 3 to 6: primer 

BRIEF DESCRIPTION OF DRAWINGS 

Figure 1 shows an enzyme reaction process from GDP-D-mannose to GDP-L-fucose. 

Figure 2 is a photograph of electrophoresis by western blotting showing expression 
ofMURl and AtFX proteins. 

Figure 3 is a chromatogram by HPLC showing results of measurement of 
GDP-L-fucose synthetic activity. 

BEST MODE FOR CARRYING OUT THE INVENTION 

The present invention will now be described in detail. 

In the present specification, abbreviated notations of amino acid sequences and 
nucleotide sequences are indicated with codes following the regulation of IUPAC-IUB and 
common names or usage in the technical field. 

1 . Isolation of a gene for GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase 

The gene for GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase according 

to the present invention can be isolated by the PCR method using a cDNA library prepared 

from Arabidopsis {Arabidopsis ihaliand) as a template according to standard techniques. 

The cDNA library of Arabidopsis ihaliana can be produced according to methods 

known by persons skilled in the art using generally employed plasmid vectors, A. 

phage-derived vectors or the like. Further, a commercially available cDNA library derived 

from Arabidopsis thaliana may also be used. 

The PCR method is a technique by which a certain region of DNA can be 

specifically amplified in vitro 10- to a million-fold within about 2 to 3 hours using a 

combination of the sense primer and the antisense primer, a thermostable DNA polymerase, a 

DNA amplification system and the like. The DNA according to the present invention can be 

amplified by the PCR method using appropriate primers. 
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Primers that can be used in the above PCR can be designed based on, for example, 
nucleotide sequence homology with other types of enzyme genes. Nucleotide sequences of 
other types of enzyme genes that can be used herein are those submitted to a known DNA 
sequence database, such as GenBank, that persons skilled in the art can easily search. 
Examples of such nucleotide sequences include those submitted to GenBank with accession 
Nos. U38473, U58766, and AF045286. When designing a primer, a sequence of, for 
example, a restriction enzyme site, may be contained in the nucleotide sequence of the primer, 
after considering genetic manipulation to be performed after PCR amplification. 

An example of primers which are designed as described above includes those 
comprising the following nucleotide sequences. 
Forward primer: 

5'-ATT GGTACC ATGTCTGACAAATCTGCCAAAATCTTCGTC-3' 
(SEQ ID NO: 3) 
Reverse primer: 

5'-TTAGTCGAC GATATC TCGGTTGCAAACATTCTTCAAATACCAATCATAAG-3' 
(SEQ ID NO: 4) 

The underlined portion in the nucleotide sequence of the forward primer denotes 
Kpnl site, and that in the nucleotide sequence of the reverse primer denotes EcoRV site. The 
DNA according to the present invention can be amplified well by PCR using these primers. 

In addition to a cDNA library to be used as a template and primers, the PCR solution 
to perform PCR should be supplemented with thermostable DNA polymerase, dNTPs mixture 
and the like. Such a PCR solution can be appropriately prepared by persons skilled in the art. 
For example, a PCR solution may be prepared to have the composition shown in the 
following Table 1 . 

Table 1 
Composition of PCR solution 
10 x LA PCR Buffer II (Mg 2+ plus) 5 n 1 
dNTPs Mixture (2.5 mM each) 8 ]x\ 
Forward primer (20pmol/ ix 1) 1 n 1 
Reverse primer (20pmol/ /j 1) 1 il 1 
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cDNA library (1 


ng//z 1) 


1 


n\ 


TaKaRa LA Taq 


(5 U/^l) 


0.5 


fJ.\ 


Water 




33.5 


H\ 




Total 


50.0 





The PCR conditions may be appropriately determined by persons skilled in the art 
according to the nucleotide sequences of primers to be used or the like. For example, PCR 
reaction may be performed by 30 cycles of a reaction cycle consisting of denaturation at 94°C 
for 15 sec, annealing at 50°C for 30 sec, and elongation at 68°C for 2 min. Such a reaction 
can be easily performed using a commercially available thermal cycler or the like. 

DNA amplified by the above PCR can be cloned into an appropriate plasmid. Any 
plasmid can be used to incorporate DNA, so far as it can be replicated and maintained in a 
host. For example, pBR322, pUC19 or the like derived from Escherichia coli can be used. 

Further, cloning of amplified DNA can also be performed using a commercially 
available kit. An example of such a kit is TA cloning kit (Invitrogen). When a 
commercially available kit is used, plasmids contained in the kit can be used. 

Examples of a method for incorporating a plasmid containing the DNA according to 
the present invention into a host, such as Escherichia coli include a method described by T. 
Maniatis et al. [Molecular Cloning, Cold Spring Harbor Laboratory, 1st Edition, p.250 
(1982)], a method described by F. M. Ausubel et al., [Short Protocols in Molecular Biology, 
4th Edition, 1-27 (1999)] and the like. 

The nucleotide sequence of the DNA according to the present invention can be 
determined by a known method, such as a dideoxy method, using the plasmids obtained as 
described above. Such sequencing can be performed using a commercially available kit. 
An example of such a kit is a Sequence Kit (PE Biosystems). Once determined the 
nucleotide sequence of the DNA according to the present invention, an deduced amino acid 
sequence of the protein according to the present invention can be obtained. 

The protein according to the present invention comprises an amino acid sequence 
represented by SEQ ID NO: L The protein has GDP-4-keto-6-deoxy-D-mannose-3, 
5-epimerase-4-reductase activity. Moreover, the amino acid sequence of the protein 
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according to the present invention is not limited to the sequence of SEQ ID NO: 1. The 
protein may also comprise an amino acid sequence derived from that of SEQ ID NO: 1 by 
substitution, deletion, addition or insertion of one or several amino acid residues, so far as the 
protein maintains GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase activity. 

The DNA according to the present invention comprises a nucleotide sequence 
encoding an amino acid sequence of the protein according to the present invention as 
described above. Many nucleotide sequences can be contemplated as such a nucleotide 
sequence, because multiple coding sequences can exit for one amino acid. An example is a 
nucleotide sequence represented by SEQ ID NO: 2. The DNA according to the present 
invention which comprises a nucleotide sequence other than the nucleotide sequence of SEQ 
ID NO: 2 can be easily prepared by persons skilled in the art, forexample by a site-directed 
mutagenesis (Zoller et al, Nucleic Acids Res., Vol. 10, No. 20, 6487-6500 (1982)), a chemical 
synthesis method. 

2. Construction of an expression vector for expressing the DNA according to the 

present invention 

An expression vector can be constructed by ligating the cloned DNA according to the 
present invention downstream of a promoter within a vector appropriate for expression of the 
DNA. Examples of a vector include plasmids derived from yeast, such as YEp352GAP, 
YEp51, pSH19, and pY0325, and the like. 

The DNA to be used for incorporation into an expression vector is the DNA 
according to the present invention, and having the translation initiation codon, ATG, at its 5 ' 
end and the termination codon, TAA, TGA or TAG at its 3' end. Further, for example, a 
gene for labeled antigen, which is a part of hemagglutinin protein, or the gene for a labeled 
protein, such as GST protein, may be bound at the 5' or 3' end for expression. 

To express the gene, a promoter is preferably ligated upstream of the gene. Any 
promoter can be used according to the present invention, so far as it is an appropriate 
promoter compatible to a host to be used for gene expression. When a host to be 
transformed is yeast, examples of a promoter include, for example EN01 promoter, GAL10 
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promoter, GAPDH promoter and ADH promoter. 

A terminator may be ligated downstream of the gene to terminate transcription of the 
gene. Any terminator can be used according to the present invention, so far as it is an 
appropriate terminator corresponding to a host to be used for gene expression. When a host 
to be transformed is yeast, examples of a terminator include, for example EN01 terminator, 
GAL 10 terminator, GAPDH terminator and ADH terminator. 

Incorporation of the DNA according to the present invention, a promoter, a 
terminator and the like into an expression vector can be appropriately performed by persons 
skilled in the art. 

3. Preparation of a transformant containing the expression vector according to the 

present invention. 

A transformant which expresses the protein according to the present invention can be 
prepared by introducing into an appropriate host the expression vector according to the 
present invention which is constructed as described in the above "2. Construction of an 
expression vector for expressing the DNA according to the present invention." 

Any host can be used, so far as it does not consume GDP-L fucose in vivo. Such a 
host is not specifically limited, and preferably, yeast is used. Examples of yeast include 
budding yeast {Saccharomyces cerevisiae) and other yeast (Pichia pastoris and the like). 
When yeast extracts are used for producing GDP-L-fucose, that is when GDP-L-fucose is 
produced in vitro, any host can be used, so far as it enables expression of the protein 
according to the present invention within the cytoplasm. 

The above transformant can be produced by a method generally employed for each 
host. For example, when a host is yeast, the expression vector according to the present 
invention is introduced by a lithium method, electroporation method or the like. 

The obtained transformant is, for example, strain W303/pYO-AtFX-Myc (FERM 
BP-7109). 

To produce GDP-L-fucose by culturing the transformants, hosts are required to be 
previously transformed with expression vectors expressing GDP-D-mannose-4, 6-dehydratase, 



a o o s ( si O! .::!!.. «■■!!■■ ,„ o 3; «;;;!: e; o 3 



- 10 - 

or to inherently express GDP-D-mannose-4, 6- dehydratase. As a gene for 
GDP-D-mannose-4, 6-dehydratase, preferably, MUR1 gene derived from Arabidopsis 
thaliana is used. 

An expression vector expressing GDP-D-mannose-4, 6-dehydratase can be 
constructed according to the above method described for an expression vector expressing the 
protein according to the present invention. However, primers to be used in PCR for cloning 
DNA encoding GDP-D-mannose-4, 6-dehydratase should be designed by, for example, 
comparing among the nucleotide sequences of known GDP-D-mannose-4, 6-dehydratase 
genes. For example, primers having the following nucleotide sequences can be used. 
Forward primer: 

5'-GTCGAATTCATGGCGTCAGAGAACAAC-3' (SEQ ID NO: 5) 
Reverse primer: 

5'-GAACTCGAGAGGTTGCTGCTTAGCATC-3' (SEQ ID NO: 6) 

An example of the above described transformant with the expression vector 
expressing GDP-D-mannose-4, 6-dehydratase introduced therein is strain 
W303/YEp-MURl-HA (FERM BP-7107). Further, examples of transformants with the 
expression vector according to the present invention introduced therein include strain 
W303/YEp-MURl-HA, pYO-AtFX-Myc (FERM BP-7108). 

The above mentioned strain W303/pYO-AtFX-Myc, strain W303/YEp-MURl-HA, 
and strain W303/YEp-MURl-HA,pYO-AtFX-Myc have been deposited with accession Nos. 
FERM BP-7109, FERM BP-7107, and FERM BP-7108, respectively, at the International 
Patent Organism Depositary, National Institute of Advanced Industrial Science and 
Technology (Chuo-6, 1-1-1, Higashi, Tsukuba-shi, Ibaraki, JAPAN). 

4. Production of the protein according to the present invention by culturing the 

transformant according to the present invention 

The transformant according to the present invention, that is, a transformant with the 
expression vector according to the present invention introduced therein (for example, stain 
W303/pYO-AtFX-Myc), or a transformant with both the former expression vector and an 
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expression vector expressing GDP-D-mannose-4, 6-dehydratase introduced therein, is 
cultured in an appropriate medium, so that the protein according to the present invention, that 
is, GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase can be isolated from the 
culture. 

The transformant according to the present invention can be cultured in a medium by 
a standard method used for culturing hosts. As media for culturing transformants obtained 
using microorganisms such as Escherichia coli and yeast as hosts, either natural or synthetic 
media can be used, so far as these media contain sources utilized by microorganisms, such as 
a carbon source, a nitrogen source, and inorganic salts, and enable efficient culturing of the 
transformants. 

Examples of carbon sources used herein include carbohydrates such as glucose, 
fructose, sucrose and starch, organic acids such as acetic acid and propionic acid, and alcohols 
such as ethanol and propanol. 

Examples of nitrogen sources used herein include inorganic acids, such as ammonia, 
ammonium chloride, ammonium sulfate, ammonium acetate and ammonium phosphate, or 
ammonium salts of organic acids; other nitrogen-containing compounds; peptone; broth; and 
corn steep liquor. 

Examples of inorganic salts used herein include potassium primary phosphate, 
potassium secondary phosphate, magnesium phosphate, magnesium sulfate, sodium chloride, 
ferrous sulfate, manganese sulfate, copper sulfate, and calcium carbonate. 

In particular, examples of a medium for culturing yeast include an YPD medium and 
SD medium. 

Transformants obtained using microorganisms as hosts are cultured preferably at 
25°C to 37°C for 12 hours to 5 days. If necessary, culturing can be performed with aeration, 
agitation or the like. The pH is not specifically limited, so far as it is in a normally 
employed range. The pH is kept within a range preferably from 5.0 to 7.5, and more 
preferably kept at approximately 7.5. The pH is adjusted using inorganic or organic acids, 
alkaline solutions, or the like. If necessary, antibiotics such as ampicillin or tetracycline may 
be added to the media while culturing. To culture microorganisms transformed with 
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expression vectors having an inducible promoter as a promoter, inducers may be added to 
media if necessary. 

The media used for culturing transformants obtained using animal cells as hosts 
include generally used RPMI1640 media, DMEM media, or these media supplemented with 
fetal calf serum or the like. As media for culturing transformants obtained using plant cells 
as hosts, generally employed Murashige and Skoog (MS) media are used. 

Transformants obtained using animal cells as hosts are cultured, normally, in the 
presence of 5% CO2, at approximately 37°C for 1 to 2 days. If necessary, antibiotics, such 
as kanamycin and penicillin, may be added to the media while culturing. 

After culturing, the protein according to the present invention is collected from the 
culture. When the enzyme is produced within the microorganism or intracellularly, the 
enzyme can be collected by, for example, disrupting the microorganism or the cell. When 
the enzyme is produced outside the microorganism or extracellularly, the culture medium is 
used intact to collect the enzyme, or after the microorganism or the cell is removed by 
centrifugation or the like, the enzyme can be collected. The enzyme can be collected by one 
or a combination of standard biochemical methods used for isolation and purification of 
protein, such as ammonium sulfate precipitation, affinity chromatography, ion exchange 
chromatography and the like. 

Whether the protein obtained as described above is the protein according to the 
present invention can be confirmed by a standard enzymological reaction, electrophoresis 
such as SDS polyacrylamide gel electrophoresis, immunological methods such as 
antigen-antibody reaction, or the like. 

5. Production of GDP-L-fucose 

GDP-L-fucose can be produced by culturing the transformant according to the 
present invention or by enzyme reaction using enzyme sources necessary for production of 
GDP-L-fucose. 

(1) Production of GDP-L fucose by culturing the transformant according to the present 
invention 
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A transformant (for example, strain W303/YEp-MURl-HA, pYO-AtFX-Myc) 
containing both the expression vector according to the present invention and an expression 
vector which expresses GDP-D-mannose-4, 6-dehydratase introduced therein is cultured with 
GDP-D-mannose in an appropriate medium, and then GDP-L-fucose can be isolated and 
purified from the obtained culture. 

Conditions for culturing transformants, such as media, temperature, culturing period, 
pH and others, are as described in the above "4. Production of the protein according to the 
present invention by culturing the transformant according to the present invention." If 
necessary, a cofactor, such as NADPH, may be added to a medium. 

GDP-L-fucose can be extracted from the above culture by separating host cells from 
a medium by centrifugation, disrupting the host cells, followed by another centrifugation. 
When a host is yeast, for example, cells are disrupted by glass beads and then subjected to 
centrifugation, so that a supernatant fraction containing GDP-L fucose can be obtained. 

GDP-L fucose can be easily isolated and purified from the above supernatant fraction 
by persons skilled in the art. For example, isolation and purification of GDP-L fucose can 
be performed by collecting fractions with low molecular weight by a gel filtration technique, 
and then separating by HPLC. Gel for gel filtration, column size, column eluant, HPLC 
column and eluant, and the like that are used herein can be appropriately selected by persons 
skilled in the art. 

(2) Production of GDP-L-fucose by enzyme reaction using enzyme sources 

GDP-L-fucose can be produced by enzyme reaction using enzyme sources 
containing necessary enzymes for the production. 

When GDP-D-mannose is used as a substrate of an enzyme reaction, required 
enzymes are GDP-D-mannose-4, 6-dehydratase and GDP-4-keto-6-deoxy-D-mannose-3, 
5-epimerase-4-reductase (the protein according to the present invention). These enzymes 
may be used herein by culturing in media different transformants which express the two 
enzymes respectively (for example, strain W303/YEp-MURl-HA and strain 
W303/pYO-AtFX-Myc) to separately express the enzymes, and then mixing the enzymes. 
Preferably, however, a transformant (for example, strain W303/YEp-MURl-HA, 
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pYO-AtFX-Myc) which expresses both these enzymes is cultured in media for expression. 
These enzymes can be isolated from the culture of transformants according to a method 
described in the above "4. Production of the protein according to the present invention by 
culturing the transformant according to the present invention." Further, the enzyme source 
used for the above enzyme reaction is not required to be a purified enzyme, and it may be a 
crude extract, such as the cell extract of the transformant described above. 

Enzyme reaction can be performed under appropriate conditions using a reaction 
solution prepared to contain the above enzyme source and GDP-D-mannose to be used as a 
substrate. The reaction solution may be supplemented with a cofactor, such as NADPH, if 
necessary. Reaction conditions are not specifically limited, as the conditions can be 
appropriately determined by persons skilled in the art. The temperature preferably ranges 
from 30°C to 37°C, and more preferably is approximately 37°C. The pH preferably ranges 
from 6.0 to 8.0, and is more preferably about 7.5. To maintain pH within a desired range, a 
buffer, such as Tris-HCl, can be used. 

GDP-L-fucose can be easily isolated from an enzyme reaction solution by persons 
skilled in the art. For example, the protein in an enzyme reaction solution is thermally 
denatured, followed by centrifugation and removal with a membrane filter or the like, and 
then the GDP-L-fucose is isolated and purified by HPLC. 

The GDP-L-fucose is essential as a sugar donor when fucose-containing sugar chains 
are synthesized. That is, the GDP-L-fucose is useful upon addition of fucose to sugar chains 
that are thought to be functionally important. 

The present invention will be described more specifically below using examples. 
However, these examples are given only for explanation, and are not intended to limit the 
technical scope of the present invention. 

Example 1 

Isolation and sequencing of AtFX gene 

Using the cDNA library of Arabidopsis {Arabidopsis thaliana), AtFX gene was 
cloned by the PCR method. QUICK-Clone cDNA (CLONTECH) was used as the cDNA 
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library. 

Primers were designed based on the nucleotide sequences submitted to a database 
(DB name: GenBank; Accession Nos: U38473, U58766 and AF045286). At this time, 
primers were designed to previously contain Kpnl site on the N-terminal portion, and EcoRv 
site on the C-terminai portion, so that the portion encoding a protein could be easily cleaved 
by a restriction enzyme, and a gene for labeled antigen or the like could be easily inserted. 
The nucleotide sequences of the respective primers are as shown below. 
Forward primer: 

5'-ATT GGTACC ATGTCTGACAAATCTGCCAAAATCTTCGTC-3' 
(SEQ ID NO: 3) 
Reverse primer: 

:S'-TTAGTCGAC GATATC TCGGTTGCAAACATTCTTCAAATACCAATCATAAG-3' 
(SEQ ID NO: 4) 

Here the underlined portion in the nucleotide sequence of the forward primer denotes 
Kpnl site, and that in the nucleotide sequence of the reverse primer denotes EcoRV site. The 
thus designed primers were synthesized by a standard technique. 

PCR was performed using the above QUICK-Clone cDNA (CLONTECH) as a 
template with the above primers. The composition of the PCR solution is as shown in Table 
2 below. 



Table 2 
Composition of PCR solution 



10XLA PCR Buffer II (Mg 2+ plus) 


5 




dNTP Mixture (2.5 mM each) 


8 


m1 


Forward primer (20pmol/ fi 1) 


1 


m! 


Reverse primer (20pmol/ \i 1) 


1 


Ml 


cDNA library (1 ng/ ju 1) 


1 


M 1 


TaKaRa LA Taq (5 U/ fx 1) 


0.5 


Ml 


Water 


33.5 


Ml 


Total 


50.0 





PCR was performed by reaction for 30 cycles consisting of the temperature condition 
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of 94 °C for 15 sec (denaturation), 50°C for 30 sec (annealing) and 68°C for 2 min 
(elongation). 

The DNA amplification fragment of about 1 kbp obtained by PCR was separated by 
agarose electrophoresis, and then inserted into pCR2.1 vector using TA cloning kit 
(Invitrogen). The nucleotide sequence of the cloned DNA was determined by a Sequence 
Kit (PE Biosystems) using a dideoxy method. The nucleotide sequence and the amino acid 
sequence encoded by the nucleotide sequence are represented by SEQ ID NO:2 and SEQ ID 
NOT, respectively. 

Example 2 

Production of AtFX gene expression vector and MUR1 gene expression vector, and 
production of yeast transformant containing these plasmids 

3xMyc gene (Evan et al., Mol. Cell Biol., Vol.5, 3610 (1985)) encoding a labeled 
antigen was inserted into EcoRV site in AtFX gene that had been inserted in pCR2.1 vector, 
in-frame with AtFX gene. AtFX gene containing the Myc gene was cleaved out with 
KpnI-XhoI. The fragment was inserted into KpnI-Sall site in expression vector 
YEp352GAP-II which had been prepared by replacing the multicloning site of yeast 
expression vector YEp352GAP (Roy et al., J. Biol. Chem., Vol. 273, 2583 (1998)) with the 
EcoRI to Sail portion of the multicloning site of pUC18. Further, a fragment comprising 
three portions: GAPDH promoter, AtFX-Myc, and GAPDH terminator, was cleaved out using 
BamHI from the vector. The fragment was inserted into BamHI site in yeast multi-copy 
vector pY0325 (Qadota et al., Yeast, Vol.8, 735 (1992)) containing LUE2 marker, thereby 
constructing AtFX gene expression vector pYO- AtFX-Myc. 

MUR1 gene was also cloned by PCR in the manner similar to Example 1 except that 
PCR primers used herein have the following nucleotide sequences. 
Forward primer: 

5'- GTCG A ATTCATGGCGTCAG AG A AC A AC- 3 ' (SEQ ID NO: 5) 
Reverse primer: 

5'-GAACTCGAGAGGTTGCTGCTTAGCATC-3' (SEQ ID NO: 6) 



:i! JO Oi S '9 O .1. 'Ml- ,„ Oi 3 Ei S Oi iE' 



- 17 - 

Next, MUR1 gene was inserted into EcoRI site in YEp352GAP vector (Roy et al., J. 
Biol. Chem., Vol.273, 2583 (1998)), and then 3xHA labeled antigen gene was inserted 
in-frame into PvuII site to construct MUR1 gene expression vector YEp-MURl-HA. 

These expression vectors were separately, or together, transformed into yeast strain 
W303-1A (ura3, lue2, his3, trpl, ade2) (Kainuma et al., Glycobiology, Vol.9, 133 (1999) to 
obtainie strain W303/pYO-AtFX-Myc which contains pYO-AtFX-Myc only, strain 
W303/YEp-MURl-HA which contains YEp-MUR 1 -HA only, and strain 
W303/YEp-MURl-HA, pYO-AtFX-Myc which contains both pYO-AtFX-Myc and 
YEp-MUR 1 -HA. 

Example 3 

Expression of MUR1 protein and AtFX protein within yeast 

Whether the proteins were expressed in each cell of the transformants obtained in 
Example 2 was confirmed by Western blotting. 

First, the above transformants (strain W303/YEp-MURl-HA, strain 
W303/pYO-AtFX-Myc, and strain W303/YEp-MURl-HA, pYO-AtFX-Myc) and strain 
W303 were separately cultured on SD media at 30°C for 24 hours, and then the obtained 
yeast cells were disrupted with glass beads. The disrupted products were centrifuged 
(100,000 x g, 4°C, 60 min) to separate only a cytoplasm fraction, so that only a protein 
fraction was precipitated using 75% ammonium sulfate. The protein precipitation fraction 
was dissolved in 20mM Tris-HCl (pH 7.5) containing 0.5 mM DTT, and desalted with 
Sephadex G50 (Pharmacia, 20mM Tris-HCl containing 0.5mM DTT, pH7.5, 1.3 cm x 2.6 cm) 
to obtaine enzyme solutions. The proteins in the enzyme solutions were determined using 
BCA kit (R1ERCE). The enzyme solutions, each corresponding to 100 pg of protein, were 
sampled separately, subjected to SDS-PAGE, and electrically transferred to PVDF membranes. 
Subsequently, expression of each protein was confirmed using HA antibody or Myc antibody 
(Fig- 2). 

As a result, expression of MUR1 protein was confirmed in strain 
W303/YEp-MURl-HA and strain W303/YEp-MURl-HA, pYO-AtFX-Myc; and expression 
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of AtFX protein was confirmed in strain W303/pYO-AtFX-Myc and strain 
W303/YEp-MURl-HA, pYO-AtFX-Myc. 

Example 4 

Measurement of GDP-L-fucose synthetic activity 

Using GDP-D-mannose as a substrate and 50mM NADPH as a cofactor, 
GDP-L-fucose synthetic activity was measured for each enzyme solution prepared in 
Example 3. First, 50 nmol of GDP-D-mannose was added to 50 pi of a buffer (lOmM 
Tris-HCl, pH7.5, lOmM EDTA) containing 50 mM NADPH. Then, the enzyme solutions, 
each corresponding to 700 ug of the protein, were added to the solution, and then incubated at 
37°C for 1 hour. Next, the reaction solutions were boiled at 100°C for 3 min, and then the 
denatured protein precipitated was removed by centrifugation at 10,000 rpm for 5 min. The 
supernatant with a molecular weight of 10,000 or more was removed using Ultrafree (0.20 
um), and then GDP-L-fucose and GDP-D-mannose were measured by HPLC. HPLC was 
performed using CI 8 column (wakosil 5C 18-200, Wako Pure Chemical Industries, 0.46 cm in 
diameter x 25 cm in length) by running 0.5 M KH 2 P0 4 aqueous solution through the column 
at 1 ml/min for separation. 

As a result, GDP-L-fucose synthetic activity was detected only for strain 
W303/YEp-MURl-HA, pYO-AtFX-Myc co-expressing MUR1 protein and AtFX protein 
(Fig. 3). No activity was shown by the strain expressing MUR1 protein only, suggesting that 
activity is not maintained for a single expression in yeast. Therefore, when GDP-L-fucose is 
synthesized, AtFX protein was shown not only to produce GDP-L-fucose after a first reaction 
step by MUR1 protein, but also to have an action to stabilize the active form of MUR1 
protein. 

All publications, patents and patent applications cited herein are incorporated herein 
by reference in their entirety. 



INDUSTRIAL APPLICABILITY 

The present invention enables efficient mass production of GDP-L fucose which is 
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essential to perform the addition of fucose, which has a very important function in sugar 
chains. At present, a technique to uniformly synthesize the sugar chain of glycoprotein has 
not been established. A possible technique is to synthesize uniform sugar chains by 
modifying in vitro sugar chains, and for which a sugar nucleotide is essential as a sugar donor. 
In particular, GDP-L-fucose is prohibitively expensive among fucose, and therefore it is 
impractical to perform in vitro modification reaction in large quantities. However, if the 
present invention enables the supply of GDP-L-fucose in large quantities, high-performance 
sugar chains with fucose added thereto can be synthesized in vitro. 
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CLAIMS 

1 . A protein of the following (a) or (b): 

(a) a protein comprising an amino acid sequence represented by SEQ ID NO: 1; 

(b) a protein comprising an amino acid sequence derived from the amino acid sequence of 
SEQ ID NO: 1 by deletion, substitution, addition or insertion of one or several amino 
acid residues, and having GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase 
activity. 

2. DNA encoding a protein of the following (a) or (b): 

(a) a protein comprising an amino acid sequence represented by SEQ ID NO: 1 ; 

(b) a protein comprising an amino acid sequence derived from the amino acid sequence of 
SEQ ID NO: 1 by deletion, substitution, addition or insertion of one or several amino 
acid residues, and having GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase 
activity. 

3. The DNA of claim 2 which comprises a nucleotide sequence represented by SEQ ID 
NO: 2. 

4. An expression vector which comprises the DNA of claim 2 or 3. 

5. A transformant which is transformed with the expression vector of claim 4. 

6. A process for producing GDP-4-keto-6-deoxy-D-mannose-3, 
5-epimerase-4-reductase, which comprises culturing the transformant of claim 5 in a 
medium and collecting GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase from 
the obtained culture. 

7. A transformant which is transformed with the expression vector of claim 4 and an 
expression vector comprising DNA encoding GDP-D-mannose-4, 6-dehydratase. 

8. A process for converting GDP-D-mannose into GDP-L-fucose using the 
transformant of claim 7. 

9. A process for producing GDP-L-fucose which comprises culturing the transformant 
of claim 7 together with GDP-D-mannose in a medium, and collecting GDP-L-fucose from 
the obtained culture. 
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ABSTRACT 

The present invention relates to a gene for an enzyme involving in the synthesis of 
GDP-L-fucose. Particularly, the present invention relates to a 

GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase gene derived from 
Arabidopsis thaliana, and a process for producing GDP-L-fucose using the gene. An 
enzyme encoded by the gene is (a) a protein comprising an amino acid sequence 
represented by SEQ ID NO: 1 ; or (b) a protein comprising an amino acid sequence derived 
from the amino acid sequence of SEQ ID NO: 1 by deletion, substitution, addition or 
insertion of one or several amino acid residues, and having 
GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase activity. The present 
invention enables efficient mass production of GDP-L-fucose which is essential in 
performing addition of fucose, which has a very important function in sugar chains. 
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I (We) acknowledge the duty to disclose information known to be material to 
the patentability of this application as defined in Section 1 .56 of Title 37 Code o f 
Federal Regulations. 

I (We) hereby claim foreign priority benefits under Section 119(a)-(d) of Title 
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certificate listed below and have also identified below any foreign application 
for patent or inventor s certificate having a filing date before that of the 
application on which priority is claimed: 



Application No. 
329045/1999 



Country 
Japan 



Filing date 
November 19, 1999 



Priority 
claimed 
■ Yes □ No 

□ Yes □ No 

□ Yes □ No 

□ Yes □ No 



I hereby claim the benefit under Section 119(e) of Title 35 United States Code, 
of any United States application(s) listed below. 



(Application Number) 



(Filing Date) 



(Application Number) 



(Filing Date) 



I (We) hereby claim the benefit under Section 120 of Title 35 United States Code, 
of any United States application (s) listed below and, insofar as the subject 
matter of each of the claims of this application is not disclosed in the prior 
United States application in the manner provided by the first paragraph of 
Section 112 of Title 35 United States Code, I (We) acknowledge the duty to 
disclose material information as defined in Section 1.56(a) of Title 37 Code of 
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Roger Lee, Registration No.^8^63j__Samuel S. Lee, Registration No. 42.791: Monica L.Lewis, 
Registration No. 42,600; John T. Li, Registration N o. 44,210; Ro nald C. Lundquist, Registration No. 
37 X75; Stu art Macphail, Registration No. 44,217; Gregory A.Madera, Registration No. 2 8,878; Denis G. 
Maloney, Registration No. 29,670; Christopher S. Marchese, Registration No^JTJlTJ; John F. McCabe, 
Registration No.jl^JiSJu-Monica McCormick Graham, Registration No. 42,600; A nita L. Meiklejohn, 
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Registration No. 35,283; Todd G.Miller, Registration No. 42,003; Ralph A. Mittelberger, Registration No. 
33J 25; C hris T. Mizumoto, Registration No. 42,89 9; James E. Mrose, Registration No. 33,2 64; 
Louis Myers, Registration No. 35,965 .; Robert C. Nabinger, Registration No. 33,431 ; G reg O'Bradovich, 
Registration No. 42,945; Frank R. Occhiuti, Registration No. 35,306 ; George C. Pappas, Registration No. 
35,065; Andrew N. Parfomak, Registration No. 32,431; John B. Pegrarh, Registration No. 25,198 ; John C. 
Phillips, Registration No. 35,322; Frank P. Porcelli, Registration No. 27,374j , Timothy A. Porter, 
Registration No . 41.258; J on M. Powers, Registration No. 43,868; Eric L. Prahl, Registration No. 32,590; 
Paul A. Pysher, Registration No. 40,780; Fred erick H. RabTfiT Registration N o. 24,488 ; J.Robin Rohlicek, 
Registration No. 43,349; Mathias W. Samuel, Registration No. 39,823; Stephen R. Schaefer, Registration 
No. 37,927; Richard M. Sharkansky, Registration No. 25£00j_Ste ven J. Shumaker, Registration No. 
_ 36,275 ; Robert J. Silverman, Registration No.^42J49jJohn M. S kenyon, Registration N o. 27,46 8; Jack L. 
Slobodin, Registration No. 29,1 10; Alan D.Smith, Registration No. 32,005; Jef frey L.Snow, Registration 
No. 39,037; Reginald J. Suyat, Registration No 28,172;_R ene D. Tegtmeyer, Registration N o^ 33,567; B ao 
Q. Tran, Registration N o. 37.955; H ans R. Troesch. Registration No. 36,950; Y.Rocky Tsao, Registration 
No. 34, 053; Na tasha C. Us, Registration No. P -44,381; Jonathan J Wainer, Registration No. 36,712; G ary 
A.Walpert, Registration N o. 26,098; Jo hn R. Wetherell, Jr., Registration No . 31,678 ; Dorothy P. Whelan, 
Registration No. 33,8 14; Wayne E. Willenberg, Registration No. 28,488; Jo hn N. Williams, Registration 
No. 18 ; 948iXharles C. Winchester, Registration N o 71,040 

I(We) hereby request that all correspondence regarding this application be sent to the firm of FISH 
& R iCHARnSDN Pr whose Post office address is: 45 Rockefeller Plaza^ S ui te 28 00 - New Yn d UMew Yo rk 

10J-LL.US.A. 

I (We) declare further that all statements made herein of my (our) knowledge 
are true and that all statements were made with the knowledge that willful 
false statements and the like so made are punishable by fine or imprisonment, 
or both , under Section 1001 of Title 1 8 of the United States Code and th at such 
willful false statements may jeopardize the validity of the application or any 
patent issued thereon. 
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NAME OF FIRST SOLE INVENTOR 



zen of: Japan 



Signature of Inventor Post Office Address:_ 



32-7-201, Umezono 2-chome, 

March 1 8, 2002 Tsukuba-shi, Ibaraki 305-0045 Japan 

Date 



Jl^-OO Yoshifumi JIGAMI Residence: Ibaraki, Japan tXPX. 

NAME OF SECOND JOINT INVENTOR 



Signature of Inventor Post Office Address:, 



Citizen of: Japan 



6-255, Sakae-cho. Ushiku-shi 
Mamh 1«, 7 n n 7 Ibaraki 300-1233 Japan 



Residence: 

NAME OF THIRD JOINT INVENTOR _ 



Citizen of: 

Signature of Inventor Post Office Address:. 



Date 
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JC13Rec'dPCT/PT0 2 5 MAR 2002 

SEQUENCE LISTING 

<110> National Institute of Advanced Industrial Science and Technology 

<120> A GDP-4-keto-6-deoxy-D-mannose-3, 5-epimerase-4-reductase 
Gene From Arabidopsis Thaliana and Method for Producing 
A GDP-fucose Using Thereof 

<130> PH-935-PCT 

<150> JP 11-329045 
<151> 1999-11-19 

<160> 6 

<170> Patentln Ver. 2. 0 

<210> 1 
<211> 312 
<212> PRT 

<213> Arabidopsis thaliana 
<400> 1 

Met Ser Asp Lys Ser Ala Lys He Phe Val Ala Gly His Arg Gly Leu 
15 10 15 

Val Gly Ser Ala He Val Arg Lys Leu Gin Glu Gin Gly Phe Thr Asn 
20 25 30 
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Leu Val Leu Lys Thr His Ala Glu Leu Asp Leu Thr Arg Gin Ala Asp 
35 40 45 

Val Glu Ser Phe Phe Ser Gin Glu Lys Pro Val Tyr Val He Leu Ala 
50 55 60 

Ala Ala Lys Val Gly Gly He His Ala Asn Asn Thr Tyr Pro Ala Asp 
65 70 75 80 

Phe He Gly Val Asn Leu Gin He Gin Thr Asn Val He His Ser Ala 
85 90 95 

Tyr Glu His Gly Val Lys Lys Leu Leu Phe Leu Gly Ser Ser Cys He 
100 105 110 

Tyr Pro Lys Phe Ala Pro Gin Pro He Pro Glu Ser Ala Leu Leu Thr 
115 120 125 

Ala Ser Leu Glu Pro Thr Asn Glu Trp Tyr Ala He Ala Lys He Ala 
130 135 140 



Gly He Lys Thr Cys Gin Ala Tyr Arg He Gin His Gly Trp Asp Ala 



145 



150 



155 



160 



He Ser Gly Met Pro Thr Asn Leu Tyr Gly Pro Asn Asp Asn Phe His 
165 170 175 



Pro Glu Asn Ser His Val Leu Pro Ala Leu Met Arg Arg Phe His Glu 
180 185 190 

2/8 



:iO O S '9i 0 ,1, »4- u , Ol 2 iSllD El: 



Ala Lys Val Asn Gly Ala Glu Glu Val Val Val Trp Gly Thr Gly Ser 
195 200 205 

Pro Leu Arg Glu Phe Leu His Val Asp Asp Leu Ala Asp Ala Cys Val 
210 215 220 

Phe Leu Leu Asp Arg Tyr Ser Gly Leu Glu His Val Asn lie Gly Ser 
225 230 235 240 

Gly Gin Glu Val Thr He Arg Glu Leu Ala Glu Leu Val Lys Glu Val 
245 250 255 

Val Gly Phe Glu Gly Lys Leu Gly Trp Asp Cys Thr Lys Pro Asp Gly 
260 265 270 

Thr Pro Arg Lys Leu Met Asp Ser Ser Lys Leu Ala Ser Leu Gly Trp 
275 280 285 

Thr Pro Lys Val Ser Leu Arg Asp Gly Leu Ser Gin Thr Tyr Asp Trp 
290 295 300 

Tyr Leu Lys Asn Val Cys Asn Arg 
305 310 



<210> 2 
<211> 936 
<212> DNA 
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<213> Arabidopsis thaliana 



<220> 

<221> CDS 

<222> (1). . (936) 



<400> 2 

atg tct gac aaa tct gcc aaa ate ttc gtc gcg ggt cat cgt ggt ttg 48 

Met Ser Asp Lys Ser Ala Lys lie Phe Val Ala Gly His Arg Gly Leu 

1 5 10 15 



gtt gga tct gcc att gtc cgc aag ctt cag gaa caa ggt ttc acc aat 96 
Val Gly Ser Ala He Val Arg Lys Leu Gin Glu Gin Gly Phe Thr Asn 
20 25 30 



etc gtt ctt aaa aca cac gcc gag ctt gat etc act cgt caa gcc gat 
Leu Val Leu Lys Thr His Ala Glu Leu Asp Leu Thr Arg Gin Ala Asp 
35 40 45 



gtt gaa tec ttc ttt tct caa gag aag cca gtt tat gta ate eta gca 192 
Val Glu Ser Phe Phe Ser Gin Glu Lys Pro Val Tyr Val He Leu Ala 
50 55 60 



gca get aaa gtt ggt ggt att cac get aac aac acc tat cct get gat 240 
Ala Ala Lys Val Gly Gly He His Ala Asn Asn Thr Tyr Pro Ala Asp 
65 70 75 80 



ttc att ggt gtc aat etc cag att cag acc aat gtg ate cac tct gca 
Phe lie Gly Val Asn Leu Gin lie Gin Thr Asn Val He His Ser Ala 
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85 



tat gag cac ggt gtg aag aag ctt etc ttc ctt gga tea tec tgc att 336 

Tyr Glu His Gly Val Lys Lys Leu Leu Phe Leu Gly Ser Ser Cys lie 
100 105 110 

tac cct aaa ttt get cct cag cca att cct gag tct get ttg tta aca 384 

Tyr Pro Lys Phe Ala Pro Gin Pro He Pro Glu Ser Ala Leu Leu Thr 
115 120 125 

gca teg ctt gaa cca act aat gag tgg tat get att get aag ate get 432 

Ala Ser Leu Glu Pro Thr Asn Glu Trp Tyr Ala He Ala Lys He Ala 
130 135 140 

ggg att aag act tgt cag get tat agg att cag cac gga tgg gat gca 480 

Gly He Lys Thr Cys Gin Ala Tyr Arg He Gin His Gly Trp Asp Ala 

145 150 155 160 

ate tct ggc atg cct act aat etc tat ggt cct aat gac aat ttc cac 528 

He Ser Gly Met Pro Thr Asn Leu Tyr Gly Pro Asn Asp Asn Phe His 
165 170 175 

ccg gag aat tct cat gtg ctt cct get ctt atg agg agg ttc cac gag 576 

Pro Glu Asn Ser His Val Leu Pro Ala Leu Met Arg Arg Phe His Glu 
180 185 190 

gcg aaa gtg aat gga gcg gag gaa gtt gtg gtg tgg ggt aca ggt agt 624 

Ala Lys Val Asn Gly Ala Glu Glu Val Val Val Trp Gly Thr Gly Ser 
195 200 205 
5/8 
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ccg ttg agg gag ttc ttg cat gtt gat gat ttg get gat get tgt gtt 672 

Pro Leu Arg Glu Phe Leu His Val Asp Asp Leu Ala Asp Ala Cys Val 
210 215 220 

ttc ttg ctg gat cga tac age ggg ttg gag cat gtt aac att gga agt 720 

Phe Leu Leu Asp Arg Tyr Ser Gly Leu Glu His Val Asn lie Gly Ser 

225 230 235 240 

ggt caa gaa gtg act att aga gag ttg get gag ttg gtg aaa gag gtt 768 

Gly Gin Glu Val Thr He Arg Glu Leu Ala Glu Leu Val Lys Glu Val 
245 250 255 

gtt ggt ttt gaa ggg aag ctt gga tgg gat tgc act aag cca gat ggc 816 

Val Gly Phe Glu Gly Lys Leu Gly Trp Asp Cys Thr Lys Pro Asp Gly 
260 265 270 

aca ccg agg aaa ctt atg gac age tea aag etc gcg tct ttg ggt tgg 864 

Thr Pro Arg Lys Leu Met Asp Ser Ser Lys Leu Ala Ser Leu Gly Trp 
275 280 285 

aca cct aag gtt tct ctt aga gat ggt ctg age caa act tat gat tgg 912 

Thr Pro Lys Val Ser Leu Arg Asp Gly Leu Ser Gin Thr Tyr Asp Trp 
290 295 300 

tat ttg aag aat gtt tgc aac cga 936 

Tyr Leu Lys Asn Val Cys Asn Arg 

305 310 



6/8 



.1. iiji iCii >b a :± h- 



<210> 3 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : Primer 
<400> 3 

attggtacca tgtctgacaa atctgccaaa atcttcgtc 

<210> 4 

<211> 50 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence :Primer 

<400> 4 

ttagtcgacg atatctcggt tgcaaacatt cttcaaatac caatcataag 

<210> 5 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> Description of Artificial Sequence : Primer 
<400> 5 

gtcgaattca tggcgtcaga gaacaac 27 



<210> 6 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence : Primer 
<400> 6 

gaactcgaga ggttgctgct tagcatc 27 
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